Background: Sainfoin is a perennial forage legume with beneficial properties for animal husbandry due to the presence of secondary metabolites. However, worldwide cultivation of sainfoin is marginal due to the lack of varieties with good agronomic performance, adapted to a broad range of environmental conditions. Little is known about the genetics of sainfoin and only few genetic markers are available to assist breeding and genetic investigations. The objective of this study was to develop a set of SSR markers useful for genetic studies in sainfoin and their characterization in diverse germplasm. Results: A set of 400 SSR primer combinations were tested for amplification and their ability to detect polymorphisms in a set of 32 sainfoin individuals, representing distinct varieties or landraces. Alleles were scored for presence or absence and polymorphism information content of each SSR locus was calculated with an adapted formula taking into account the tetraploid character of sainfoin. Relationships among individuals were visualized using cluster and principle components analysis. Of the 400 primer combinations tested, 101 reliably detected polymorphisms among the 32 sainfoin individuals. Among the 1154 alleles amplified 250 private alleles were observed. The number of alleles per locus ranged from 2 to 24 with an average of 11.4 alleles. The average polymorphism information content reached values of 0.14 to 0.36. The clustering of the 32 individuals suggested a separation into two groups depending on the origin of the accessions.
Background
Onobrychis viciifolia Scop., commonly known as sainfoin, belongs to the tribe Hedysareae and the family Fabaceae. It is a tetraploid (2n = 4x = 28) perennial forage legume, rich in proteins and secondary plant metabolites. Its center of origin is attributed to the Middle East and Central Asia. It was introduced into Europe in the fifteenth century and was rapidly adopted by farmers due to its high fodder value, especially for working horses [1] . Nowadays, sainfoin is cultivated only in small areas for fodder production and on ecological compensation areas. Its cultivation steadily declined since the 1950's, due to the expanding availability of inorganic fertilizers and the preference for higher yielding legume crops such as alfalfa (Medicago sativa) or red clover (Trifolium pratense) [2] [3] [4] . In the last few years, however, sainfoin has gained renewed interest due to its animal health promoting properties associated with the presence of condensed tannins (CT) and other complex phytochemicals in the foliage. Benefits include anthelminthic properties and prevention of potentially lethal bloat associated with most other forage legumes [5] [6] [7] [8] [9] . In addition, sainfoin shows a range of beneficial agronomic features. In common with most other legumes sainfoin fixes atmospheric nitrogen in its root nodules, thus reducing the need for industrial N fertilizer input. [1, 10] . Furthermore, soil fertility is improved by increased humus development through its deep rooting capability and low input requirements once established [11] . Used as a component of permanent grassland, sainfoin is a valuable alternative for areas suffering from intensification, as it increases soil fertility and has become a popular addition to non-cropped environmental planting; sainfoin provides good resources for native insects and high quality fodder for livestock [11] .
Despite its advantages, a wide distribution of sainfoin is hampered by the often poor agronomic performance and the lack of sainfoin varieties adapted to different environmental conditions. The main weaknesses of sainfoin lie in its low tolerance to waterlogging and frost as well as in its poor competitive ability in the early stages of development. Therefore, targeted breeding activities are needed to select for sainfoin individuals better adapted to a broad range of environmental conditions. Breeding activities have also been impaired by the lack of knowledge of the genetic diversity of the species and its mode of inheritance. Further investigation and development of tools for marker assisted breeding has been hampered by the limited availability of species-specific molecular markers. So far, most studies have focused on the use of cross-amplifiable EST-SSRs, mainly from Medicago and Glycine species; ITS markers based on nuclear internal transcribed spacer regions and dominant SRAP markers [12] [13] [14] [15] . The use of co-dominant SSR markers developed in other species yielded only a low number of alleles per locus in sainfoin (from 5 to 7 in bulks of 10 individual plants [12] . The development of highly informative, specific markers for sainfoin is indispensable to create a genetic knowledge base and assist breeding by marker assisted selection (MAS) [16] .
SSRs or Microsatellites [17] are composed of tandemly repeated sections of DNA [18] . SSR markers show codominance of alleles and are randomly distributed along the genome, particularly in low-copy regions [19, 20] . Considering the complex tetraploid sainfoin genome and the lack of knowledge about its genetics, SSRs are the markers of choice. SSR are multi-allelic in contrast to next generation high-throughput sequencing (NGS) derived SNP marker which are bi-allelic. This makes SSR markers highly variable and useful for distinguishing even between closely related populations or varieties [21] . Furthermore, SSR are easily detected using standard PCR methods and are transferable to related taxa [22] . The development of NGS has recently enabled the identification of a large set of set of SSR sequences from sainfoin (Mora-Ortiz et al. 2016, BMC Genomics, accepted).
In this study, our aim was to develop and characterize a comprehensive set of markers based on recently identified SSR sequences (Mora-Ortiz et al. 2016, BMC Genomics, accepted) in a panel of 32 sainfoin individuals of different origin.
Methods

Plant material
In order to include a large range of genetic diversity, we selected a set of 32 individual sainfoin plants from 29 different accessions (Table 1) , originating from a range of geographical regions and showing differences for tannin content and composition [12, 13, 23, 24] . These accessions were grown in the glasshouse at the National Institute of Agricultural Botany (NIAB) (Cambridge UK) and in the field at Agroscope (Zurich, Switzerland). Young leaf material was collected from each single plant, ground in liquid nitrogen and stored at −80°C until subsequent DNA extraction.
DNA extraction
DNA was extracted using the Nucleon Phytopure Genomic DNA extraction kit (GE Healthcare, Little Chalfont Buckinghamshire, United Kingdom) following the manufacturer's instructions. This method has been shown to be suitable for extraction of high quality DNA from O. viciifolia, in which high levels of polyphenol and condensed tannins have been reported to interfere with a successful DNA extraction using other approaches [14] . DNA quality and quantity was assessed using gel electrophoresis and spectrophotometry.
PCR and Gel electrophoresis
A total of 400 SSR primers designed from O. viciifolia transcriptome data (Mora-Ortiz 2016, unpublished), were tested with unlabeled primers for amplification in the 32 plants using an iCyler (Biorad, Hercules, USA) in a volume of 10 μL, with 10 ng DNA, 1 x Go Taqflexi buffer (Promega, Madison, USA), 2.5 mM MgCl 2 (Promega), 0.2 mM dNTPs (Promega), 0.2 μM forward primer, 0.2 μM reverse primer and 0.5 U Polymerase G2 (Promega). The conditions followed a touchdown PCR approach with 4 min at 94°C, 12 cycles of 30 s at 66°C with −1°C decrease at each cycle plus 30 s at 72°C, and 30 cycles of 30 s at 94°C, 30 s at 54°C plus 30 s at 72°C , followed by 7 min at 72°C. PCR products were separated by gel electrophoresis. Amplicons were separated on 1 % agarose in 1x TBE buffer, stained with ethidium bromide and visualized under UV light.
M13 PCR and capillary electrophoresis
Those 101 primer pairs that successfully amplified fragments in the 32 individuals (Table 2) were further characterized for polymorphisms using the M13 (-21) tail primer genotyping protocol [25] . The PCR reactions were conducted in an iCycler (Biorad) in a sample volume of 10 μL, each containing 20 ng DNA template, 1x Go Taqflexi buffer (Promega), 1.5 mM MgCl 2 , (Promega), 0.2 mM dNTPs (Promega), 0.16 μM forward primer carrying the M13-tail, 0.04 μM reverse primer and 0.16 μM fluorescently labelled M13-primer, 0.5 U polymerase GoTaq G2 (Promega).
PCR conditions were 2 min at 94°C, 30 cycles of 30 s at 94°C, 45 s at 56°C and 45 s at 72°C, followed by 8 cycles of 30 s at 94°C, 45 s at 53°C and 45 s at 72°C. The final extension step was conducted at 72°C for 10 min. An aliquot of 1μl of the PCR product was diluted in 10 μl HiDi™ formamide (Applied Biosystems®, Thermo Fisher Scientific, Waltham, MA, USA) and 0.2 μl Rox 500™ oligonucleotide 'size ladder'(Applied Biosystems®) for capillary electrophoresis on the Genetic Analyzer 3730 (Life Technologies, Carlsbad, CA). Alleles were scored using the GeneMarker software (Softgenetics, V2.4.0 Inc., State College, USA). 
Data analysis
All statistical analyses and calculations were performed using R statistical software (R Core Team, 2014). The polymorphism information content (PIC) of SSR markers was calculated as the mean of the PIC of each allele, using the formula for dominant markers from Roldan-Ruiz et al. [26] as;
where PIC i is the polymorphism information content of allele i and f i is the frequency of occurrence of allele i (fragment present) in the 32 individuals. From single alleles, average (PIC Av ), minimum (PIC Min ) and maximum (PIC Max ) PIC values were calculated for each SSR marker.
In order to calculate genetic distance measures, SSR alleles were coded as individual markers with 1 for presence and 0 for absence of the allele as binary data. Pairwise genetic distances between individuals were calculated as modified Rogers' distance D w , [27] which shows the extent of genetic diversity between two individuals [28] ranging from 0 (no diversity between individuals) and 1 (maximum diversity).
Genetic relationships were visualised using cluster analysis and the R-function pvclust() [29] based on Euclidean distance that was rescaled to D w for plotting purposes (D w and Euclidean distance show a linear relationship, Additional file 1: Figure S1 ). Probability values (p-values) were calculated for each cluster using multiscale bootstrap resampling [30, 31] to calculate approximately unbiased (AU) p-values [32] . The k-means clustering algorithm [33] was applied to the D w values using a sequence of k = 2 clusters to 32 clusters. The Calinsky criterion [34] was then calculated for each number of k as implemented in the R function cascadeKM() and the optimum number of clusters was determined at the maximal value. Population structure was further investigated by principal component analysis performed on binary raw data of individual alleles.
Results
SSR analysis
SSR markers showed a high degree of polymorphism and overall, 1154 alleles were found with an average of 11.4 alleles per marker locus (Table 3 ). Among those 1154 alleles, only five alleles (from SSR OVK042, OVK172, OVM031, OVM072 and OVM100) were nonpolymorphic and hence present in all individuals studied.
With only two alleles in the 32 individuals, SSR OVK042 had the lowest number of alleles, whereas OVK158 had the highest number with 24 amplified alleles. The minimum rate of allele occurrence was 0.03125, corresponding to occurrence in only one genotype (i.e. a private allele of an individual genotype). In total, 250 private alleles were detected and these were equally distributed across the examined set of individuals and markers. With regard to individuals, the highest number of private alleles over all markers was found for individual ID_08 (14 private alleles) and the lowest number was found for ID_17 (3 private alleles). The origin of the individual did not appear to affect the occurrence of private alleles. With regard to markers, the most private alleles were observed in OVM064 (8 private alleles), whereas 16 markers (15.8 %) had no private alleles at all.
The average polymorphism information content (PIC Av ) ranged from 0.14 (OVK141) to 0.36 (OVK101) ( Table 3) . A detailed look at the PIC values of individual alleles in the different markers exhibited minimum PIC values per SSR (PIC Min ) between 0 (Additional file 2: Figure S2 ), OVK042, OVK172, OVM031, OVM072, OVM100) and 0.17 (OVK131) and maximum PIC values per SSR (PIC-Max ) between 0.3 (OVK 172) and 0.5 (16 different markers). The overall length of SSR fragments detected ranged from 91 to 511base pairs (bp). Markers with two base pair motifs had a slightly higher number of repeats (eight to nine) when compared to markers with three to five bp motifs (five to seven repetitions). The total fragment length observed did not differ between motif lengths (data not shown). Contrastingly, the number of alleles found for SSRs with two bp motifs was higher (13.5 alleles on average), compared to SSRs with longer motifs (10. 
Diversity of O. viciifolia individuals
The allocation of individuals to groups by overall similarity of alleles was assessed using k-means partition comparisons. Those k-means statistic (Fig. 1, left ) Fig. 1 Group separation of individuals as assessed by k-means partitioning for k = 2 to 10 with colors indicating different groups (left). The optimum number of groups (k) according to maximum Calinski criterion was determined to be two (right) simulate a grouping of individuals (assigned by different colors) dependent on number of groups chosen. Individuals were assigned into two to ten groups, with a more homogenous grouping for two and three groups. The Calinski criterion (Fig. 1, right) , giving the most likely grouping by the highest value reached, indicating a grouping of individuals into two groups by a value >3. The cluster dendrogram based on the modified Roger's distance (Fig. 2) also displayed a partitioning of individuals in two main groups, which were separated by a modified Roger's distance value of 0.47. Individuals belonging to the same variety located in the same main branch for the varieties Perly (ID_14, ID_18; 0.4), Visnovsky (ID_13, ID_28; 0.39) and Zeus (ID_29, ID_30; 0.48). The variety Perdix is an advanced variety originating from the variety Perly and the Perdix genotype (ID_16) clusters closely to one of the Perly individuals (ID_14).
The first, smaller branch of the cluster (Fig. 2 , right hand side) consisted mainly of individuals originating from Switzerland and the United Kingdom (cluster 1), whereas the majority of the second, larger branch was comprised of individuals from Southern and Eastern Europe as well as individuals from USA, Morocco and Canada (cluster 2). However, AU values showed no significance (values <95) for most branches. Principal component analysis (PCA; Fig. 3 ) showed a pattern comparable to that observed from cluster analysis with individuals of the two main clusters mainly being separated by the first principle component which explained 10.3 % of the total marker variation. The second principle component accounted for 4.9 % of the variation, most of which was intragroup. The occurrence of alleles across all markers varied between the two clusters with 849 alleles amplified in cluster 1 (65.3 per individual) and 979 alleles in cluster 2 (51.5 per individual).
Discussion
The 101 SSR markers newly developed from sainfoin revealed a high degree of polymorphism. In addition to differences in multiples of the repeat motif, we also found alleles differing by fractions of the multiple motif length. Such variations could have arisen from insertions, deletions and translocations in the flanking region of the SSR [35] . Such mutations in the flanking region might also contribute to the high degree of polymorphism in our marker data set. The SSR sizes predicted through sequencing and the actual size distribution observed in the 32 individuals was consistent for most of the markers. Discrepancies can largely be explained by the fact that SSR motifs were developed from individuals not represented in the present study. In total, we found 1154 alleles at 101 loci resulting in 11.4 amplified alleles per SSR on average. This is twice the amount found by Demdoum [12] , who found 5.83 alleles by transferring markers from barrel clover (Medicago truncatula Gaertn.) and soybean (Glycine max L.) to sainfoin. Fragments were smaller for the specific marker set in this study (92 to 511 bp) compared to markers adopted from other species [12] (79 to 865 bp). The larger sizes of alleles from crossspecies amplification could be attributed to interspecific differences to the donor species due to repeat length variation within the SSR region and indels in the flanking region [36] . Avci [37] amplified 725 alleles from 18 SSR markers in diverse Onobrychis spp. using markers from pea and barrel clover. The higher Fig. 2 Cluster Dendrogram of individuals based on the modified Rogers' distance. Values at branches are AU p-values (blue). Different colours of genotype labels give the affiliation to the two groups determined by k-means partitioning number found by these authors could be explained by the larger diversity of germplasm used, which originated from different subspecies.
SSR marker studies with other tetraploid species using diverse panels of individuals showed lower numbers of alleles per marker compared to the present study, e.g. 7.2 alleles in sugar cane (Saccharum officinarum) [38] , 6.7 alleles in switchgrass (Panicum virgatum) [39] and 6 alleles in peanut (Arachis hypogaea) [40] .
A few markers were observed with less than five alleles among the 32 individuals. These may still be useful in future studies, since this study represents an initial screening of single individuals and not an extensive population survey. Additionally, using only the most polymorphic markers would bias the overall genetic diversity e.g. in conservation studies [41] .
The challenge in analyzing SSR alleles in tetraploids lies in determining the dosage of each allele, which is often impossible using capillary electrophoresis for individuals carrying less than four different alleles at a specific marker locus. The PIC content gives an estimation of the information content of a marker and is traditionally calculated by the formula of Botstein [42] . This was developed for diploid species, for which the allele frequency is either known or can be inferred from the allele occurrence (presence/absence). For tetraploid species, the allele frequency is difficult to derive from the allele occurrence due to different allele doses (1 to 4 alleles). Hence, the formula for diploids could not be used for tetraploid sainfoin. Thus, the PIC was calculated separately for each allele, on the basis of allele occurrence counts, using a formula adopted from Roldan-Ruiz [26] and averaging the PIC across all loci of one locus [43] . Here, the maximum value that can be reached is 0.5, which corresponds to alleles found in 50 % of the population. Small values, on the other hand, correspond to very abundant or to very rare alleles. Deciding whether a SSR marker is useful also depends upon the scientific issue. Taking into account different allele-based PIC values of an SSR locus (Additional file 2: Figure S2 ), therefore, gives the most holistic picture of the SSR marker. High PIC values of alleles (0.5-0.4) are useful for inside population studies e.g. to trace marker trait associations, whereas low PIC values (0.0-0.1) of single alleles could be more useful for studies of evolution or genetic drift [44] . The average PIC values in this study indicated that most markers had alleles which could be found in a group of individuals and are suitable for several approaches in future studies. These PIC values were comparable to those found by Tehrani [43] which were between 0.16 and 0.44 in Lolium persicum Boiss. The large number of private alleles is a clear indication of genetic distinctness of the individuals, which was anticipated in view of their diverse origins.
Genetic diversity is a prerequisite for selection in variety development. So far, there is limited information on the genetic diversity of sainfoin available. Use of AFLP and SSR markers from other species were not able to reveal genetic diversity in distinct Spanish sainfoin accessions [12, 45] . The values of that study, given by Nei's similarity values, which represent the proportion of shared fragments on the basis of binary data and corrected by the marker number [46] , reached values of 0.73 to 0.8 [12, 45] . A conversion of those values to genetic distance values by the formula -ln (Nei's similarity values) resulted in Nei's genetic distance values of 0.31 and 0.22 [47] . In a study of sainfoin genetic diversity using RAPD markers in ten landraces from East Azerbaijan and in 36 Iranian sainfoin populations, Nei's genetic distance values of 0.32 and 0.25, respectively, were observed [48, 49] . In our study, highest modified Roger's distance of 0.48 corresponds to alleles not shared between our two cluster groups, which is almost 50 % (Fig. 2) . The smallest Roger's distance values with 0.35, corresponds to an approximate Nei's distance value of 0.43 (Additional file 1: Figure S1 ), which is higher than the low values observed in other studies [12, 45, 48] . The majority of among-genotype comparisons showed higher values. The higher values of genetic diversity found in the present study may reflect the high variability of the markers developed and the selection of 32 individuals of contrasting origin. Despite the fact that individuals of the same cultivars in this predominantly outbreeding species can show considerable variability [50] , the individuals from the same cultivar grouped clearly together in the present study ( Figs. 2 and 3 , Table 1 ).
The 32 individuals investigated separated into two clear groups based on different multivariate analyses. The first main group was comprised mainly of individuals from Switzerland and the United Kingdom, whereas the second group contained individuals originating from South and East Europe as well as USA, Canada and Morocco. In some instances, individuals originating from the same geographical region did not cluster tightly together, some even into the two different cluster groups. The three plants from Italy, ID_29 and ID_30, both cultivar "Zeus", clustered in group 2, whereas ID_31 of the cultivar "Ambra" clustered to group 1). Especially for cultivars, this is likely to be due to different origin of base material (which is often unknown), as well as divergent breeding and selection history.
A similar grouping of accessions identified by the present cluster analysis could be found in earlier studies between sainfoin accessions from Western Europe and those from Eastern Europe and Asia [12, 23] . This clear genetic distinction between the individuals from Western Europe and those from Eastern Europe and beyond could reflect adaptation to diverse climatic conditions either naturally or as a result of local selection by growers [44] . Under genetic isolation and limited gene exchange, differentiation in the sainfoin germplasm with accompanied morphological separation seems likely [51] . The average number of alleles amplified in individuals of the West European cluster was 65.3, which was approximately 14 alleles more than individuals from the other cluster (51.5). These results might indicate a higher allelic diversity in individuals from mainly Switzerland and Great Britain compared to other origins. Deducing differences in tannin content and composition between single individuals of the two clusters based on earlier studies dealing with samples of plants from the same accessions is extremely difficult because the variation found within accessions is at least as large as variation between accessions [24] .
Conclusions
This study reports the first characterization of specific co-dominant SSR markers for sainfoin. The 101 SSR markers characterized in this study showed a high degree of polymorphism and clearly demonstrated the differences between sainfoin individuals, with diverse origin, on a molecular genetic level. The genetic differences found in our panel separated the individuals into two groups, with a clear correlation to the geographical origin of those individuals. SSR markers, such as those characterized here, will be very useful in future genetic analyses, such as paternity or pedigree analysis in breeding programs, as well as more detailed analysis of genetic diversity in this forage crop. Furthermore, the development of new varieties could be crucially improved by choosing distinct genepools and minimising inbreeding depression.
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